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The follow ing Listing of the Claims will replace all prior versions and all prior listings of 
the claims in the present application: 

Listing of The Claims: 

1 . (Currently Amended) A method of producing a biologically active anti-angiogenic 
protein, or a biologically activ e anti angiog e nic mutant, fragm e nt or fu s ion prot e in 
th e r e of, comprising: 

(a) insening an isolated poiynucieoiide sequence encoding a biologically active anti- 
angiogenic restin protein , or a biologically activ e anti angiog e nic mutant, 
fragm e nt or fusion prot e in th e r e of, into a yeast expression vector, wherein the 
vector contains a multiple cloning site; and 

(b) transfonning an appropriate yeast strain with the vector of step (a) and 
maintaining the yeast strain under suitable conditions for the production of the 
biologically active anti-angiogenic restin protein , or th e biologically activ e anti 
angiog e nic mutant, fragm e nt or fusion prot e in th e r e of ; 

thereby producing a biologically active anti-angiogenic restin protein , or biologically 
activ e anti angiog e nic mutant, fragm e nt or fu s ion prot e in th e r e of . 

2. (Origmal) The method of Claim 1 wherem the \'east strain is Pichia pasions. 

3. (Origmal) Ihe method of Claim 1 wherein the expression \ ector comprises the pPIC/aA 
vector. 

4. (Previously Amended) The method of Claim 1 wherein the biological activity is 

ex aluated b\' one or more of the follow ing assavs: endothelial cell migration, inhibition of 



(Canceled ) 
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6. (Currently Amended) The method of Claim 1 wherein the biologically active anti- 
angiogenic restin protein , or biologically activ e anti angiog e nic mutant, fragm e nt or 
fu s ion prot e in th e r e of is produced at a concentration of 1 0-20 milligrams or more per liter 
of culture fluid. 

7. (Canceled) 

8. (Currently Amended) The method of Claim 1 wherein the isolated polynucleotide of step 
(a) additionally comprises a polynucleotide linker, and the biologically active anti- 
angiogenic restin protein , or biologically activ e anti angiog e nic mutant, fragment or 
fusion prot e in th e r e of produced in step (b) additionally comprises at least one amino acid 
residue resulting from the polynucleotide linker. 

9. (Currently Amended) The method of Claim 8 wherein the biologically active anti- 
angiogenic restin protein , or biologically activ e anti angiog e nic mutant, fragm e nt or 
fusion prot e in th e r e of produc e d comprises tw o additional amino-tenninus amino acid 
residues. 

Claims 10-13 canceled 

14. (Currently Amended) The method of Claim 1 wherein the vector of step (a) comprises a 
pPlCzuA plasniid wherein the plasmid contains a multiple cloning site, said cloning site 
comprising a His. Tag motif and wherein the biologically actixc anti-angiogenic restin 
protein , or biologically activ e anti angiog e nic nnttant, fragm e nt or fu s ion prot e in th e r e of 
produced in step (b) comprises a histidine lag motif. 

15. (Original) The method of Claim 14 wherein the yeast strain is Pichia pastoris. 



apopic^sis 111 ciulolhcluil cells. 
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17. (Currently Amended) The method of Claim 14 wherein the biologically acti\'e anti- 
angiogenic restin protein , or biologically activ e anti angiog e nic mutant, fragm e nt or 
fu s ion prot e in thereof is produced at a concentration of 1 0-20 milligrams or more per liter 
of culture fluid. 

Claims 18-21 canceled 

22. (Currently Amended) A method of producing a biologically active anti-angiogenic restin 
protein , or a biologically active anti angiogenic mutant, fragm e nt, or fusion prot e in 
th e r e of, comprising: 

(a) inserting an isolated polynucleotide sequence encoding a biologically active anti- 
angiogenic restin protein , or a biologically activ e anti angiog e nic mutant, 
fragm e nt or fusion prot e in ther e of, wherein the polynucleotide additionally 
comprises a linker, wherein the polynucleotide linker encodes at least one amino 
acid, into a yeast expression vector comprising a pPICzaA plasmid wherein the 
plasmid contains a multiple cloning site; and 

(b) transfomiing a Pichia pastoris yeast strain with the vector of step (a) and 
maintaining the yeast strain under suitable conditions for the production of the 
biologically active anti-angiogenic restin protein or biologically activ e anti - 
a ngiog e nic mutant, fragm e nt or fusion prot e in thereof , comprising at least one 
ammo acid residue resulting from the linker polynucleotide; 

thereb>' producing a biologically active anti-angiogenic restin protein , or a biologically 
activ e anti - angiog e nic mutant, fragm e nt or fu s ion prot e in th e r e of . 

23. (Pre\ lously Amended) \ hc method of Claim 22 wherein the pol vnucleotide additionalh' 
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25. (Currently .^mended) A method of producing a biologically active anti-angiogenic 
protein, or a biologically activ e anti angiog e nic mutant, f ragment o r fusion prot e in 
t he r e o f, comprising: 

(a) inserting an isolated polynucleotide sequence encoding a biologically active anti- 
angiogenic restin protein, or a biologically activ e anti angiog e nic mutant, 
fragm e nt or fusion prot e in th e r e of, wherein the polynucleotide additionally 
comprises a linker and wherein the polynucleotide linker encodes at least one 
ammo acid, mto a yeast expression vector comprismg a pPlCzaA plasmid 
wherein the plasmid contains a multiple cloning site and wherein the cloning site 
additionally comprises a histidine tag motif; and 

(b) transforming a Pichia pastons yeast strain wqlh the vector of step (a) and 
maintaining the yeast strain under suitable conditions for the production of the 
biologically active anti-angiogenic restin protein or biologically activ e anti - 
angiog e nic mutant, fragm e nt or fusion prot e in th e r e of comprising at least one 
amino acid residue resulting from the linker polynucleotide, and wherein the 
protein or mutant, fragm e nt or fusion prot e in th e reof additionally comprises a 
histidine tag motif; 

thereby producing a biologically acti\'c anti-angiogenic restin protein , or a biologically 
acti\ e anti angiog e nic muta n t, fragm e nt or fu s ion prot e iii th e r e of 

lb. (Previously Amended) The method of Claim 25 wherein the polynucleotide additionally 
encodes angiostalin, endostatin, or mutants, fragments or fusion proteins thereof 

Claims 27-39 canceled 



Serial No. 
Filed: 
Page 7 



09/589,483 
June 7, 2000 



(a) inserting an isolated polynucleotide sequence encoding a biologically active anti- 
angiogenic apomigren polypeptide into a yeast expression vector, wherein the 
\'eclor contains a multiple cloning site; and 

(b) transforming an appropriate yeast strain with the vector of step (a) and 
maintaining the yeast strain under suitable conditions for the production of the 
biologically active anti-angiogenic apomigren polypeptide; 

thereby producing a biologically active anti-angiogenic apomigren polypeptide. 

41 . (New) The method of Claim 40, wherein the isolated polynucleotide of step (a) 
additionally comprises a polynucleotide linker, and the biologically active anti- 
angiogenic apomigren polypeptide produced in step (b) additionally comprises at least 
one amino acid residue resulting from the polynucleotide linker. 

42. (New) The method of Claim 40, wherein the biologically active anti-angiogenic 
apomigren pol>T:)eptide comprises two additional amino-terminus amino acid residues. 

43. (New) The method of Claim 40. wherein the vector of step (a) comprises a pPICzaA 
plasmid wherein the plasmid contains a multiple cloning site, said cloning site 
comprising a His. Tag motif and wherein the biologically active anti-angiogenic 
apomigren polypeptide produced in step (b) comprises a histidine tag motif. 

44. (Now ) The method of Claim 40, wherein the biologically acti\e anti-angiogenic 
apomigren polypeptide comprises amino acids 97-181 of ShQ ID NO:20. 

45. (New) The method of Claim 40, wherein the yeast strain is Pichia pasforis. 



